Supplementary Table 1. Synonymous mutations observed in HSIV-P3 IMCs

Gene | HSIV-P3-114 HSIV-P3-161 HSIV-P3-284
GAG | 89S, RS8R, E208E, S98,
S$2348

POL | E184E, K508K, R999A | A78A, E184E, K508K, | E184E, E379E,
T627T K508K, C780C

VIF | V10V, L109L, Q130Q | VIOV, L109L, Q130Q | V10V, L109L,

Q130Q
VPU | R36R, P75P
ENV | V85V, 178K, T230T, | V85V, 178K, T448T, | V85V, 178K,

G522G, L690L, V810V

AS556A, L690L, V810V

L690L, V810V
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Supplementary Fig. 1: Construction of Vpr expressing HSIV-vif clones. Sphl to Sall fragment of
HSIV-vifyrs3 encompassing HIV gag, pol, SIV vif and HIV-1 vpr genes was cloned into pCR2.1
TOPO vector. SIV vpx start codon and two additional ATG codons upstream of the HIV-1 vpr
start codon were mutated by Quickchange mutagenesis and the sequence between the stop codon
of vif and start codon of vpr were deleted. After mutagenesis, Sphl and Sall fragment was cloned
back into HSIV-vifyrs3 and HSIV-vifaps. Similarly, Sphl to Sall fragment of HSIV-vifyw was
cloned into pCR2.1 TOPO vector, ATG codons upstream of vpr were mutated, and cloned back
into HSIV-vifyy. *Approximate location of mutations introduced in the vif gene.
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Supplementary Fig. 2: Construction of Vpx expressing HSIV-vif yua. Sacl to Ncol region of
HSIV-vify,, was replaced with Sacl to Ncol region of SIVmne027 to generate HSIV-vif-vpxyu..
293T cells were transfected with different lentiviral plasmids. At 48 hours post-transfection, virus
supernatants were collected and concentrated by centrifugation. Cell and virion lysates were
analyzed by western blot using antibody to HIV-2 Vpx protein.
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Supplementary Fig. 3: Schematic of HiFi DNA assembly approach to generate full length clones.
Near full length genomes (NFLG) were amplified using nested PCR and cloned into a vector PCR
product containing 5> LTR sequences (amplified from HSIV-vifni4-3 plasmid) using NEBuilder

HiFi assembly mix.
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Supplementary Fig. 4. Coreceptor usage of biological clones C/196 and 200-2. TZM-bl cells
were infected with different viruses in the presence of increasing concentrations of CXCR4 and

CCRS5 inhibitors. 48 hours later cell lysates were assayed for luciferase activity using plate based
luminometer.
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Supplementary Fig. 5: Replication kinetics of biological isolate of HSIV-vifxi4-3 (C/200). PTM
CD4+ T cells were infected in duplicate at a MOI of 0.01 with C/200 in the presence or absence

of IFNa (200 U/ml) in the culture media. Virus supernatants were collected every 3 to 4 dpi and
p24 was quantified by ELISA.
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Supplementary Fig. 6: Sequence alignment of biological isolates (C/196 and C/200). Nef, Vif,
and Envelope protein sequences of biological isolates recovered PTM MOS8009 are aligned to
parental HSIV-vifnr4-3 sequences.



Envelope sequences:

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV—VifNL473

MRVKEKYQHLWRWGWKWGTMLLGILMICSATEKLWVTVYYGVPVWKEATTTLFCASDAKA

............................................ Q. R
............................................ Q. R
............................................ Q. R
KLTPLCVSLKCTDLKNDTNTNSSSGRMIMEKGEIKNCSENISTSIRDKVOKEYAFFYKLD
........................ ]
........................ ]
........................ ]

....... e
....... e
....... e

G e T e e e e i e
e Tt e i e
G e T e e e e i e

IPRGPDRPEGIEEEGGERDRDRSIRLVNGSLALIWDDLRSLCLEFSYHRLRDLLLIVTRIV



HSIV-P3-114 . .......... e N et i i ie e G
HSIV-P3-161  ........... e Nt ettt i i ie e G
HSIV-P3-284  .......oc... e N ettt i i ie e G

HSIV-vifyrs-3 ELLGRRGWEALKYWWNLLQYWSQELKNSAVNLLNATAIAVAEGTDRVIEVLOAAYRAIRH

HSIV-P3-114 @ it ittt it ittt ii e e e S I,
S e E I,
HS IV -P3-284 it ittt ittt ittt ettt eeseeeaeasaeneaeneasaennas I,

HSIV-vifyrs-z IPRRIRQGLERILL
HSIV-P3-114 . .....eieenn..
HSIV-P3-161  ..............
HSIV-P3-284 . ....i.ieieenn..

Nef sequences:

HSIV-vifyra-z MGGKWSKSSVIGWPAVRERMRRAEPAADGVGAVSRDLEKHGAITSSNTAANNAACAWLEA
ST e
HSIV-P3-16l ittt ittt ittt ittt eaeseeeseoanneeeessnnaneneeenas T..o.....
HS IV P3-284 it ittt ittt ettt st aaeeeee et

HSIV-vifyrsa-3 QEEEEVGFPVTPQVPLRPMTYKAAVDLSHFLKEKGGLEGLIHSQRRODILDLWIYHTQGY

S A E Koo ooooooioo
S A e S E Koo ooooooooo
HSIV-P3-284 it it ittt ittt ettt nesenseaenaeneaenenenenneas Koo ooooooooo.

HSIV-vifyrs-3 FPDWONYTPGPGVRYPLTFGWCYKLVPVEPDKVEEANKGENTSLLHPVSLHGMDDPEREV

HSIV-P3-114 @ ittt it ittt ittt teaeseneeeaeneneasaeaeeneas N.o.o...o..o.. I...... M
S I E N.o....o.... Io.o.o.o...
HSIV-P3-284 ittt i it ittt ettt neneneaensenensnenenneas N.o........ Io.o.o.o...

HSIV-vifyrsa-z LEWRFDSRLAFHHVARELHPEYFKNC

HSIV-P3-114 T D.....
HSIV-P3-161 T D.....
HSIV-P3-284 D D.S...

Rev Sequences:

HSIV-vifyrs-3 MAGRSGDSDEELIRTVRLIKLLYQSNPPPNPEGTRQARRNRRRRWRERQRQIHSISERIL
ST e
ST A R N
HS IV P3-284 ittt ittt ittt ettt et aaeeeee et

HSIV-vifyrsa-z STYLGRSAEPVPLQLPPLERLTLDCNEDCGTSGTQGVGSPQILVESPTVLESGTKE™*

HSIV-P3-114 D Ro.o.o.o.. Reooi i i i,
HSIV-P3-161 D Ro.o.o.o.. Reooi i i i,
HSIV-P3-284 D Ro.o.o.o.. Reooi oo

Supplementary Fig. 7: Sequence alignment of HSIV-P3 IMCs. Envelope, Nef, and Rev protein
sequences of HSIV-P3 IMCs are aligned to parental HSIV-vifnrs-3 sequences.



HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

HSIV-vi fNL4—3
Vpr*HSIV clones
HSIV-P3-114
HSIV-P3-161
HSIV-P3-284

Supplementary Fig. 8: Sequence alignment of SIV vif and HIV-1 vpr region of HSIV-P3 IMCs

Splice acceptor site
TTTTACTGCATAGCACTTATTTCCCTTGCTTTACAGCGGGAGAAGTGAGA

Vpx start codon
GTTATGTCAGATCCCAGAGAGAGAATCCCACCTGGAAACAGTGGAGAAGA
B ]
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Vpr start codon
AGATGGAACAAGCCCCAGAAGACCAAGGGCC

with Vpr* and Vpr- HSIV-vifyiss.
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Supplementary Fig 9: Flowchart showing overall experimental plan to recover HSIV infectious

molecular clones.



